Although density-dependent benefits to hemipterans from ant tending have been measured many times, few studies have focused on integrated effects such as interactions between ant tending, natural enemy density, and hemipteran density. In this study, we tested whether the invasive mealybug Phenacoccus solenopsis is affected by tending by ghost ants (Tapinoma melanocephalum), the presence of parasitoids, mealybug density, parasitoid density and interactions among these factors. Our results showed that mealybug colony growth rate and percentage parasitism were significantly affected by ant tending, parasitoid presence, and initial mealybug density separately. However, there were no interactions among the independent factors. There were also no significant interactions between ant tending and parasitoid density on either mealybug colony growth rate or percentage parasitism. Mealybug colony growth rate showed a negative linear relationship with initial mealybug density but a positive linear relationship with the level of ant tending. These results suggest that benefits to mealybugs are density-independent and are affected by ant tending level.
Introduction
The relationship between hemipterans and ants is generally thought to be mutualistic because both partners appear to benefit from an association [1] . Interactions between ants and hemipterans have been widely recognized and documented [2] [3] [4] [5] . Ant tending improves the survival were collected from the campus of South China Agricultural University and placed on the cotton plants. The 1 st instar mealybug nymphs were inoculated on the cotton and raised for several generations. The mealybug colonies were reared in the laboratory with the temperature maintained at 27±2°C and a relative humidity of 60-70%. Colonies of ghost ants were collected from experimental fields of South China Agricultural University in the suburbs of Guangzhou (113°37 0 56"E, 23°14 0 22 00 N). The colonies were separated from the soil by dripping water into plastic boxes containing soil and ants until the ant colonies floated [31] . One subcolony (approximately 1.0 g) from each colony was prepared using a microbalance (Sartorius, BS, 224S). Each subcolony included one queen, adult workers (approximately 1500 individuals), pupae, larvae, and eggs. The ants were placed in a 9-cm plastic petri dish, which served as an artificial nest. The T. melanocephalum subcolonies were maintained with distilled water plus a 10% honey solution, which was distributed through tubes. An enemy of P. solenopsis, the parasitoid Aenasius bambawalei was also collected from Hibiscus rosa-sinensis in the experimental field.
A. bambawalei were collected as mummified mealybugs, which were separated into gel capsules (10 mm in length) until adult emergence. Then, the wasps were randomly paired and allowed to copulate. Copulation was observed in all pairings, and the fertilized female wasps were used in the experiments 24 h after the initial pairing.
Experimental Design
Experiment 1: Effects of ant tending, parasitoids, and variation in mealybug density on the benefits to mealybugs
We measured the effects of ant tending (present/absent), parasitoid (present/absent) and the initial mealybug density (low/medium/high) on mealybug colony growth. This experiment used a full-factorial 3-way design. There were twelve combinations of ants (present/absent) × densities (low/medium/high) × parasitoids (present/absent). Each combination was repeated ten times. We grew the cotton (20 true leaves and approximately 25 cm tall) in plastic boxes filled with soil. Each plastic box was surrounded by a cage (70 cm × 70 cm × 100 cm) covered with nylon netting. A subcolony of T. melanocephalum was placed in each plastic box, and the ants constructed new nests in the soil immediately. The ants were given two mealworms and water (50 mL) every two days. A different number of 2 nd instar mealybugs were transferred onto the cotton plants. Mealybug density on each plant was classified as low density (10 individuals per plant), medium density (50 individuals per plant), and high density (100 individuals per plant). The mealybug larvae were transferred onto the plants through small plastic tubes with cotton plugs. When the plug was removed, mealybugs crawled out from the tubes and began sucking the tender plant leaves on the top branches of each cotton plant. After 24 h, two fertilized female parasitoids were placed on each selected caged plant. In our study, the parasitic pressure is defined as the number of parasitoids per plant, so the parasitic pressure is the same among the treatments. The design was consistent with the study by Itioka and Inoue [13] , and the experiments lasted for 8 weeks. All surviving mealybugs and mummified mealybugs on each plant were collected and counted. The effects of ant tending and mealybug density on the colony growth rate of mealybugs were analyzed. We defined the colony growth rate of mealybugs as the final population density divided by the initial population density. The parasitism rate was defined as the number of mummified mealybugs divided by the total number of mealybugs (mummified and surviving mealybugs) on each plant. The mummified mealybugs are easily identified by the decreasing wax and the body color of the mealybugs.
Experiment 2: Effects of ant tending and variation in parasitoid density on the benefits to mealybugs
In this experiment, we tested whether mealybug colony growth was affected by ant tending and variation in parasitoid density. The procedures used in this experiment were similar to those used in experiment 1. Thirty 2 nd instar mealybugs were transferred onto each cotton plant (30 individuals per plant). After 24 h, fertilized female parasitoids were placed on each caged plant. We assigned a different density of parasitoid to indicate different levels of parasitic pressure. Parasitoid density on each plant was classified as low density (1 individual per plant) or high density (4 individuals per plant). The treatments were as follows: 1) ant tending at low parasitic pressure; 2) ant tending at high parasitic pressure; 3) low parasitic pressure without ant tending; and 4) high parasitic pressure without ant tending. All treatments were repeated 10 times. After 8 weeks, we counted and recorded the surviving mealybugs and mummified mealybugs on each plant.
Experiment 3: Relationship between the benefits from ant tending and the level of ant tending
In this experiment, we examined whether the level of ant tending was influenced by the mealybug density under parasitic pressure. We defined the ant tending level as the mean number of tending ants per mealybug. On a gradient with a total of twenty densities, the initial population density ranged from 10 to 200 mealybugs per plant. Each density included two treatments: 1) mealybugs with parasitoids and with ant tending and 2) mealybugs with parasitoids and without ant tending. In our experiments, the parasitic pressure is defined as the number of parasitoids per plant, so the parasitic pressure is the same between treatments. Two fertilized female parasitoids were placed on each caged plant in this experiment. The experiment lasted for 8 weeks, and every two weeks we counted the number of surviving and mummified mealybugs and the number of tending ants on the plant.
Statistical Analyses
To satisfy the preconditions of the analysis of variance, the data were transformed. The growth rate of the mealybug colony was log-transformed, and the percentage of parasitism on the mealybugs was treated by the arcsine square root-transformation. When the data were normally distributed and had similar variances, an analysis of variance (ANOVA) using the Type III sum of squares was performed to compare the means among all measured variables. A linear regression model was performed to analyze the relationship between benefits from ant tending and the ant tending level. Analysis of covariance was used to test the difference in the slopes of the linear model. All statistical analyses were conducted using SPSS version 14.0 (SPSS Inc., Chicago, IL).
Results
The effects of ant tending, parasitoids, and mealybug density on mealybug colony growth and parasitism
Our results showed that the growth rate of the mealybug colony was significantly affected by ant tending, parasitoids, and the initial mealybug density, separately (Table 1 : Ant tending, Parasitoid, Density). The growth rate was obviously improved by ant tending (Table 1 : Ant tending, Fig 1A, and S1 Dataset). In contrast, it showed a notable decrease with the presence of the parasitoid or with a higher initial mealybug density ( Fig 1C; and S1 Dataset). No significant interactions were found for ant tending and parasitoids, ant tending and mealybug density, and parasitoids and mealybug density, nor for all three factors together ( Table 1 ). The effect of ant tending and initial mealybug density significantly affected the percentage of parasitism (Table 2 : Ant tending, Density). The percentage of parasitism of mealybugs significantly decreased with ant tending but increased with increased mealybug density ( Table 2 : Density, Fig 2B; and S1 Dataset). However, the effect of interactions between ant tending and mealybug density on percentage of parasitism was indistinct (Table 2 : Ant tending × Density).
The effect of ant tending and parasitoid density on mealybug colony growth and parasitism
The results showed that the effects of ant tending and parasitoid density on the colony growth rate of mealybugs were significant (Table 3 : Ant tending, Parasitoid density). Specifically, the colony growth rate with ant tending was obviously greater than without ant tending (Table 3: Ant tending, Fig 3A, and S2 Dataset). The colony growth rate under low parasitic pressure was significantly greater than that under high parasitic pressure (Table 3 : Parasitoid density, Fig  3B, and S2 Dataset). No significant effects on the colony growth rate of mealybugs were found for the interactions between ant tending and parasitoid density (Table 3 : Ant tending × Parasitoid density). In addition, ant tending and parasitoid density also significantly affected the percentage of parasitism (Table 4 : Ant tending, Parasitoid density). The percentage of parasitism without ant tending was obviously greater than that with ant tending (Table 4 : Ant tending, Fig 4A, and S2 Dataset). The percentage of parasitism under high parasitic pressure was significantly greater than that under low parasitic pressure (Table 4 : Parasitoid density, Fig 4B, and S2 Dataset). However, the effect of the interactions between ant tending and parasitoid density on the percentage of parasitism was not significant (Table 4 : Ant tending × Parasitoid density). The relationship between benefits from ant tending and ant tending level
The colony growth rate of mealybugs showed a negative linear relationship with the initial mealybug density both in the presence and in the absence of ants ( 
Discussion
The benefits of ant tending to hemipterans are widely recognized. Although several studies have analyzed the relationship between the benefits from mutualism and the density of hemipterans, the results were notably different. Several studies showed that a low density of hemipterans benefited more from mutualism than a high density. For example, the difference in the number of survivors between tended and untended treehoppers was highest in small aggregations and decreased significantly as the aggregation size increased [10] . Tending by F. cinerea significantly improved the growth of small populations of A. varians, but the benefits from ant tending decreased or disappeared at higher aphid densities [8] . The reason for the decline in benefits may be that the ants were unable to respond to the rapid increase in aphid density. Active recruitment behavior by ant workers did not increase substantially as the hemipteran density increased [32] . Ant workers had a limited requirement for honeydew, which may contribute to the shortage of tending ants [32] . Lasius niger would even prey on the aphids Lachnus tropicalis and Myzocallis kuricola when the aphid density increased [33] because ant workers showed a significant preference for sugars of a different composition [34] [35] . The composition of honeydew is influenced by many factors, including the intensity of tending by ants and the quality of the plants [34, 36] . Other studies demonstrated that hemipterans in large aggregations benefited from ant tending more than hemipterans in small aggregations. For example, the time that individual ants of L. niger were present on scale-infested twigs and the total attendance time of the ants on scale-infested twigs increased significantly as the density of Ceroplastes rubens increased [13] . Large aggregations of the membracid P. modesta benefited more from tending by F. altipetens than the membracids in small aggregations [9] . Because the amount of honeydew produced is larger with higher hemipteran densities, the larger amounts of honeydew attract a larger number of ants and increased tending levels [37] . Although hemipteran density can influence the intensity of ant-hemipteran mutualisms in opposite directions, the cause of the density dependence may be related to the relative number of tending ants in both cases [38] . Previous studies also reported that hemipterans receive greater benefits when tending levels are high [38] [39] [40] . Therefore, the pattern of a density-dependent mutualistic system may be a combined function of the recruitment response of ants mediated by the variation in the size of the hemipteran aggregation [10] . Our study measured whether the benefits to mealybugs from tending by the ghost ant was density-dependent, including mealybug density and parasitoid density. The results showed that the colony growth rate of mealybugs was obviously improved by ant tending, and notably decreased with an increase in the initial mealybug density. However, there was neither an ant tending × mealybug density interaction nor ant tending × parastoid density interaction in our experiment ( Table 1, Table 3 ), which may suggest that the benefits from ghost ant tending were density-independent. Benefits to aphids from ant tending were closely related to the ant tending level (the tending ants per aphid) [8] . Although some studies found a positive correlation between ant foraging activity and the density of hemipterans on plants [3, [41] [42] , this does not mean that ant tending levels have significantly improved. Our results demonstrated that the positive effect of ant tending on mealybugs did not change significantly as the mealybug density increased, which may suggest that the ghost ant tending level did not vary as the mealybug density increased. Our result also showed that benefits to mealybugs from ghost ant tending do not depend on parasitoid presence or absence, or on parasitoid density. Whether the primary benefit from ant tending is the protection of hemipteran colonies from natural enemies, the benefit is quite different with various mutualism systems. In some studies, mutualisms between ants and hemipterans primarily focus on protection from natural enemies as the critical means by which the hemipterans benefit [2, 43] . Ant-tended aphids are under intense selective pressures because the ant tending significantly increases the growth rate of aphid colonies when natural enemies were present, and ant tending had a negative influence on the growth and reproduction of the aphids when they were reared free from natural enemies [44] [45] . Other studies found that ant tending increased the reproductive output of aphids as a physiological benefit, even though enemies were absent [46] [47] . It has been suggested that aphids most likely benefit from ant tending through the stimulation of their feeding rate rather than directly through a decrease in predation rates [6, 48] . Ant-tended treehoppers outperformed untended treehoppers even with predators excluded [10] . Our results showed that no significance was found for the interactions between ant tending × parasitoid (Table 1) , which may suggest that mealybugs benefited from ant tending, not only by protection from parasitoids but also when parasitoids were absent. There were also no interactions between ant tending and parasitoid density in our experiments (Table 3) . We infer that the effect of increasing parasitoid density is not strong enough to significantly change the level of the protection by ghost ants.
Several studies have shown that the mutualisms between ants and hemipterans are conditional and density-dependent. However, our results indicate that the mutualistic interactions between ghost ants and the invasive mealybug is density-independent. Those results may be the product of the given mealybug density in experiment 1 and 2. In addition, the number of tending ants per mealybug may not have changed significantly as the mealybug density varied. The level of ant tending affected the benefits to hemipterans, which is a widely accepted statement [8] [9] . Our results also indicated that there was a positive linear relationship between the ant tending level and the growth rate of the mealybug colony (Fig 5B) , which was consistent with previous studies. The results showed that benefits to mealybugs from ant tending fall more at high mealybug densities than at low densities (Fig 5A) . The significant difference in the slopes of the two lines may suggest that there was an interaction between mealybug density and ant tending. This result contradicts the results of experiment 1, where no interactions were found. We infer that interactions were only observed at higher mealybug densities, and in Density-Dependent Benefits in Ghost Ant and Invasive Mealybug? experiment 1, we did not examine as wide a range of densities (the highest density was 100 individuals per plant). The pattern of ant-hemipteran benefits may be mediated by various factors, such as the recruitment response of ants, the response and the abundance of natural enemies, and the hemipteran density. Our study adds to a growing number of studies that expound the mechanism of ant-hemipteran mutualisms.
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